. Normalized LC-MS peak areas of the different MYFR species found in the protein (>10 kDa) and metabolite (<10 kDa) fraction of a cell lysate separated using size exclusion chromatography. A synthetic polyglutamate peptide was used as an internal standard to normalize the data. Compared to the total MYFR peak area, 97% of MYFR is present in the protein fraction. The inset shows a zoomed-in view of the distribution of MYFRs in the metabolite fraction. 326  346  154  202  160  161  197  198  124  134  135 145 .  Table S2 . Results of the digestion of E20Y, γE20Y and MYFR with different peptidases. E20Y and γE20Y are custom-synthesized peptides (by Thermo Fisher Scientific) consisting of 20 α-or γ-linked L-glutamic acids connected with an L-tyrosine. MYFR was obtained by extraction from purified Fhc. After performing the assay with the indicated conditions, the peptidase was heat denatured and the cleavage products were analyzed by ion-pair reversed-phase LC-MS. While all the listed peptidases showed activity with at least one of the two peptide standards, no enzyme was able to cleave the polyglutamate side chain in MYFR. The unexpected activity of γ-glutamyltranspeptidase with E20Y was likely due to contaminating peptidases in the crude enzyme preparation. RT = room temperature.
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